Background: An accurate method that can diagnose and predict lupus and its neuropsychiatric manifestations is essential since currently there are no reliable methods. Autoantibodies to a varied panel of antigens in the body are characteristic of lupus. In this study we investigated whether serum autoantibody binding patterns on random-sequence peptide microarrays (immunosignaturing) can be used for diagnosing and predicting the onset of lupus and its central nervous system (CNS) manifestations. We also tested the techniques for identifying potentially pathogenic autoantibodies in CNS-Lupus. We used the well-characterized MRL/lpr lupus animal model in two studies as a first step to develop and evaluate future studies in humans.
Background
Systemic lupus erythematosus (SLE) is an autoimmune disease that affects many organs including the joints, kidneys and brain [1] . Some of the symptoms include arthritis, rashes, seizures, and psychoses. One of the characteristics of lupus is the detection of autoantibodies to numerous different antigens in the body [2, 3] . The brain is one of the affected organs, causing neuropsychiatric manifestations in 31% to 70% of lupus patients, resulting in cognitive impairment and psychoses [4] [5] [6] [7] . We have hypothesized that there are brain reactive autoantibodies that bind to integral membrane proteins of the brain and this interaction is partly responsible for some of the neuropsychiatric manifestations seen in lupus [8, 9] . These BRAA can enter the brain through increased permeability of the blood-brain barrier as lupus progresses or are produced in the brain once antibody producing cells enter the brain [10] .
Our model of lupus is the MRL/lpr mice (Jackson Lab, Bar Harbor, ME). These mice develop lupus symptoms after 2 months of age and have 50% mortality at about 5-6 months of age. The MRL/lpr have manifestations similar to humans including rashes, swollen joints and neurobehavioral manifestations [11, 12] . A mutant of the fas gene, the lpr gene, is thought to help accelerate lupus-like symptoms in these mice. Because of the similarity to human lupus, the MRL/lpr mouse is an excellent model of SLE and has been used by many other researchers as their model of choice [11, 12] .
The manifestations of lupus resemble the manifestations of other diseases, making accurate diagnosis difficult. Physicians use a set of 11 different criteria and patients must satisfy 4 out of 11 to be diagnosed as having lupus [13] . Antinuclear antibodies and anti-DNA autoantibodies have been used as some of the markers for the diagnosis of lupus [14] . However, these markers are not specific for lupus. Therefore, being able to correctly diagnose and even predict the onset of lupus and its CNS manifestations is of high importance due to the current inability to do so [14] .
We have multiple goals in this report. The first goal is to diagnose lupus, and CNS lupus, using sera, in a reliable and rapid manner. We tested the idea that we could do this using immunosignaturing [15] . There is mounting evidence that this technique may be useful to diagnose other CNS diseases such as Alzheimer's [16, 17] . Our second goal was to predict lupus onset, and specific CNS manifestations, pre-symptomatically. There are low concentrations of autoantibodies present in the sera even before clinical signs of lupus. If some autoantibodies predict the onset of lupus, and specific CNS manifestations, detection using immunosignaturing is possible. Identification of potential predictive peptides for specific CNS manifestations would be unique to this study. We and others have used the forced swim test as a measure of depressive like behavior in the MRL/lpr model [1, 2, 18 ]. In the current study we utilized this test to indicate CNS dysfunction, however, it should be noted that this test is only one measure and therefore does not represent all CNS dysfunction. It is expected that other peptide subsets generated using our microarray techniques will probably correlate with other measures of CNS dysfunction.
Our third goal was to obtain preliminary information on the utility of this technique for future studies in characterizing the antigenic targets of potentially pathogenic brain-reactive autoantibodies. The random-sequence peptide microarray was used to identify peptides reactive to antibodies against BRAA. Peptide sequences were analyzed using the Guitope computer program [19] to identify potential protein targets. As an initial test, we created five monoclonal BRAA from an MRL/lpr mouse with behavioral dysfunction to identify likely targets of these monoclonal BRAA.
The latter is important because determining the identity of BRAA targets will allow us to better understand their potential functional effects, and whether they may be mediating neuropsychiatric manifestations. These might also provide new therapeutic targets. For example, one group of researchers has found an autoantibody that reacts with double-stranded DNA and the NMDA receptor [20] . This autoantibody resulted in cognitive deficits in their murine model, suggesting that this NMDA receptor autoantibody could be responsible for CNS manifestations [21] . Another researcher found an autoantibody that is cross-reactive with the dynamin-1 protein that also altered the behavioral performance of their autoimmune murine model in comparison to controls [22] . These research findings are, however, relatively random. Our techniques should provide a reliable method for identifying such potentially pathogenic BRAA and their targets.
Overall, our microarray technology should be more accurate in diagnosing and predicting lupus and its CNS manifestations, and allow for the optimum identification of potentially pathogenic BRAA and their target antigens. We were using a well validated animal model in this study in order to see if future studies with humans are warranted. We believe that our findings warrant human studies.
Methods

Animals
We used female MRL/lpr, MRL/mpJ (develops lupuslike disease at about 12 months of age) and C3H/HeJ mice. Females were employed instead of males since in humans there is a sex-related difference where onset is more predominant in females, however for the MRL/lpr mice no overt sex-related differences exist, although there is some suggestion that a propensity does exist at the genetic level [23] . In Study 1, we used 3-6 MRL/lpr, MRL/mp and C3H/HeJ at 4 months and in Study 2 we increased the number to 9-10 MRL/lpr and MRL/mp at 1.5 and 4 months. Blood was collected at 1.5 and 4 months in Study 2, but only at 4 months in Study 1. The mice were obtained from Jackson Laboratory (Bar Harbor, ME) and individually housed under standard conditions for both studies. The light cycle was from 6:00 A.M. to 6:00 P.M. They were given food and water ad libitum. In both studies the behavioral tests were performed similarly at 8:00 P.M.
The mice were sacrificed with an intraperitoneal (IP) injection of Nembutal sodium solution. The blood was collected via cardiac exsanguination and allowed to coagulate in microcentrifuge tubes. The tubes were centrifuged for 10 minutes at 8500 rpm (5200 × g). The serum was aliquoted and frozen at −50°C. The spleen weight was divided by the body weight of that mouse to control for differences in body weight.
Animals were maintained in university facilities fully accredited by AAALAC and are registered with the USDA APHIS (Registration # 86-R-0002). An assurance is on file with the Office for Laboratory Animal Welfare (#3217-01). Animal husbandry programs and protocol review are in compliance with NIH and USDA standards. The protocols used in the animal studies were approved by the Institutional Animal Care and Use Committee at Arizona State University.
Behavioral testing
Our battery of behavioral tests included the forced swim test and the sucrose preference test. The forced swim test is used to analyze anti-depressants by measuring float time and the sucrose preference test can assess anhedonia (i.e., the desire to seek out pleasurable stimuli) through quantifying consumption. Both tests have been used with the MRL/lpr mice to indicate emotional dysfunction [1] . The sucrose preference test has been described previously [2] , except the mice were given 7 ml of the 4% sucrose solution for 1 hour each day for three days in the testing phase. The forced swim test has also been previously described [2] . The MRL/lpr mice are expected to have high float times and low sucrose consumption. In this manuscript, the results of the sucrose preference test were determined to be inconclusive and were not reported.
Immunological assessment
Integral membrane protein preparation and ELISA for anti-DNA and BRAA
The technique to extract integral membrane proteins from the brain has been previously described [24] . A two month C3H/HeJ brain was used in the BRAA ELISA. Once the integral membrane proteins were extracted they were suspended in phosphate buffered saline (PBS) and protein concentration determined using the BCA Assay Kit (Pierce, USA). Anti-DNA and brainreactive autoantibody levels were determined using previously described ELISA protocols [2, 25, 26] . The optical density of the control wells (the even wells) were subtracted from the optical density of the odd wells to give an S-value that showed the levels of anti-DNA antibodies (or BRAA). Some S-values may be negative, since the S-values are a relative measure.
Microarray analysis
Microarrays containing 10,000 random-sequence 20-mer peptides were obtained from the Center for Innovations in Medicine, Biodesign Institute, Arizona State University [15] . Manufacture of the arrays were described previously [27] . Microarrays were processed in a Tecan HS 4800 Pro (Tecan, Mannedorf, Switzerland). The hybridization station performed these steps: arrays were pre-washed in PBS buffer and exposed to a 1:500 dilution of serum or a 10nM purified monoclonal antibody solution and detected with 5nM biotinylated anti-idiotype secondary antibody, which was then exposed to 5nM streptavidin conjugated to Alexafluor 647 fluorophore (Alexafluor 555 fluorophore for mice sera). Arrays were washed to remove any unbound material and scanned in a Perkin Elmer ScanArray laser scanner at 650 nm and 10um resolution. Tiff images were aligned to the corresponding .gal file and a .gpr file was produced containing the intensity values corresponding to the appropriate peptide. Typical technical reproducibility was >0.80 Pearson's Correlation Coefficient for all 10,000 peptides.
Each peptide on the microarray was synthesized and quality tested by Alta Biosciences (Birmingham, UK). The sequence, mass spectrometry of each peptide, and other chemical characteristics are known. No peptide with <80% purity by mass spectrometry was used in these arrays. Our microarray data have been deposited in GEO under accession numbers GSE57388 (http://www.ncbi.nlm.nih.gov/ geo/query/acc.cgi?acc=GSE57388) and GSE57389 (http:// www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE57389).
Monoclonal antibody production
Monoclonal BRAA were produced using a ClonaCell®-HY Hybridoma Kit purchased from STEMCELL Technologies (Vancouver, Canada). The protocol used has been described in the manual. Mouse myeloma cells (Sp2/0-Ag14 -ATCC (USA)) were fused with spleen cells from MRL/lpr #2. Cell viability was determined using trypan blue. Visible colonies on the petri dishes were plated in 96-well plates and tested for the presence of BRAA using ELISAs and if positive were transferred to 24-well plates. If the cells were still positive, they were cultured in petri dishes and then stored at −80°C.
Western blotting
The Western blotting protocol has been described previously [2] . The blots were cut into strips and incubated with different primary antibodies. For some of the strips more wash steps were necessary to better see the bands. The size of the bands was calculated using a linear plot of the molecular weights of the protein marker and distance traveled (Fermentas, USA).
Immunohistochemistry
Mid-brain sections from a 4 month C3H/HeJ control mouse were used to determine the binding location of the 5 different monoclonal BRAA as well as sera from LPR #2 (the mouse used to create the monoclonals). The immunohistochemistry technique used was previously described [2] . The slides were observed using a Leitz Laborlux 12 microscope and pictures were taken using a Nikon camera at 4× and 250× magnification.
Statistics
Analytical methods for conventional expression microarrays were used for the immunosignature microarrays and no unusual biases were noted. The arrays yielded 14% average slide-to-slide Coefficient of Variance, and a 1.3-fold minimum detectable fold-change at the 95 th percentile, near the reproducibility of typical commercial microarrays. All experiments were done with triplicate technical and triplicate biological replicates (9 samples per condition). Tests were done on pooled sera from replicate mice but each mouse was also analyzed independently to determine mouse-to-mouse variance as well as the robustness and representative nature of each immunosignature. Numerical data from the gpr files were exported to GeneSpring 7.3.1 (Agilent, Palo Alto, CA) or R (CRAN GNU open-source) for analysis. Slides were median normalized and log-10 transformed for analysis. Statistics typically used standard t-test between case and control using the Benjamini and Hochberg False Discovery Correction Rate set at 5%. Technical replicates were averaged prior to conducting the t-test.
Statistical analysis for Figures 1A, 1B , 2, 3, 4, 5 and 6, Additional file 1: Figure S2 , Additional file 2: Figure S3 and Additional file 3: Figure S4 were determined using 1-way ANOVA and LSD Post-Hoc analysis (SPSS 16.0 and PASW Statistics 18). Figure 7 was plotted using Microsoft Excel 2007. Microsoft Excel was also used to calculate the mean and standard deviation (SD) for the control C3H/HeJ group and the binding ratios for each of the test groups versus the C3H/HeJ mice. The peptides in the groups were kept for further analysis only if their binding ratios were above the mean plus 0.25 SD, mean plus 1.5 SD or mean plus 2.5 SD depending on the peptide set (the cutoff specific to each peptide set is listed in the Results section).
To determine possible matches between the peptides and potential protein targets, the peptides were aligned individually to all proteins in the mouse proteome, using a gapless local alignment. Alignment scores were summed along each protein and proteins were ranked by their maximum score. The same numbers of peptides were randomly selected from the entire 10 K to estimate the null distribution of these scores. An empirical onesided p-value was reported based on the percentage of A B Figure 1 Immunological assessment for Study 1. (A) Three randomly selected mice from each of the groups were used for immunologic assessments (the numbers next to each dot represent the mouse number). ANOVA showed that anti-DNA autoantibody levels was significantly different between the groups (F = 112.953, p < 0.001) and using post-hoc analysis at p < 0.001 the 4 month MRL/lpr had significantly greater anti-DNA antibody levels compared to controls (measured at 1:800 serum dilution). (B) For the spleen weights there was a significant difference between the groups (F = 18.365, p < 0.003) and post-hoc analysis at p < 0.007 revealed that the 4 month MRL/lpr had significantly greater spleen weights (per body weight) compared to the MRL/mp and C3H/HeJ. In the box plot the middle line is the 50 th percentile, the top of the box is the 75 th percentile and the bottom of the box is the 25 th percentile. ANOVA of the BRAA levels revealed a significant difference between the groups (F = 14, p < 0.005). Post-hoc analysis at p < 0.004 showed that the 4 month MRL/lpr had significantly greater BRAA levels in comparison to the MRL/mp and C3H/HeJ.
proteins having higher scores from the test peptides vs. the randomly selected peptides. This analysis was performed using an application called Guitope [19] .
Halperin and colleagues previously demonstrated that a similar method of aligning random-sequence peptides selected from array experiments has some value in predicting epitopes [28] .
Results
Goal 1 (Sections 1 and 2): identify possible diagnostic peptides of lupus and CNS-lupus Section 1: study 1 -identify possible diagnostic peptides of lupus and its CNS manifestations
In this section Study 1 was designed to identify possible "diagnostic" antibodies in the sera of 4 month MRL/lpr mice based on the binding intensities of the different peptides compared to the controls (MRL/mp and C3H/ HeJ mice). We also identified possible diagnostic peptides of altered behavior in the forced swim test. We called these "diagnostic peptides" since at 4 months the MRL/lpr mice are expected to have lupus-like disease. We used the MRL/mp as a genetic control for the MRL/lpr since they are genetically identical (without the lpr gene) but have late-onset autoimmunity.
Possible diagnostic peptides for lupus
Immunological assessment and disease activity We previously showed that increased serum anti-DNA autoantibody levels and spleen weights correspond to disease activity [29, 30] . Using 3 randomly selected mice from each group ( Figure 1A ), ANOVA revealed that anti-DNA autoantibody levels were significantly different between the groups (F = 112.953, p < 0.001). LSD post-hoc analyses at p < 0.001 showed that the MRL/lpr had significantly greater anti-DNA autoantibodies in comparison Figure 3 Forced Swim Test Study 1 -Group Separation within the MRL/lpr by Neurobehavioral Manifestations. The five MRL/lpr mice were split into two groups with mice 2, 3 and 4 grouped as high floaters and 1 and 5 were low floaters. There was an overall significant difference between the groups (F = 9.2, p < 0.008). Post-hoc analysis at p < 0.010 revealed that the MRL/lpr high floaters were significantly different from the MRL/lpr low floaters, the MRL/mp and C3H/HeJ. The MRL/lpr low floaters were not significantly different from the MRL/mp and C3H/HeJ.
Anti-DNA Autoantibody Levels
Figure 4
Immunological Assessment for Study 2 -Anti-DNA Autoantibody Levels. Anti-DNA autoantibody levels was measured for the MRL/lpr (N = 9-10) and MRL/mp at 1.5 and 4 months of age. ANOVA revealed that there was a significant difference between the groups (F = 44.067, p < 0.001) and LSD post-hoc analysis at p < 0.001 showed that the 4 M MRL/lpr had significantly greater anti-DNA autoantibody levels compared to the 4 M MRL/mp, 1.5 M MRL/lpr and 1.5 M MRL/mp.
to both C3H/HeJ and MRL/mp. Regarding spleen weights ( Figure 1B ), ANOVA showed that there was a significant difference between the groups (F = 18.365, p < 0.003) and post-hoc analysis at p < 0.007 revealed that the MRL/lpr mice had greater spleen weights compared to the controls. The increase in both spleen weights and anti-DNA autoantibody levels indicated that lupus was progressing.
Microarray analysis revealing possible diagnostic peptides of lupus The sera samples from all nine mice were analyzed in triplicates using microarray technology to ensure consistency. Additional file 4: Figure S1 illustrated a representative slide from each group. Additional file 4: Figure S1A and 1B were the no primary control and C3H/HeJ slides, respectively, and little reactivity was BRAA Levels Figure 5 Immunological Assessment for Study 2 -BRAA Levels. BRAA levels was measured and ANOVA revealed that there was a significant difference between the groups (F = 9.746, p < 0.001). Utilizing post-hoc analysis at p < 0.001 the 4 M MRL/lpr had significantly greater BRAA levels compared to the 4 M MRL/mp, 1.5 M MRL/lpr and 1.5 M MRL/mp. detected. Additional file 4: Figure S1C displayed the MRL/lpr serum reactivity. The MRL/mp had lower reactivity than the MRL/lpr (Additional file 4: Figure S1D ).
Forced Swim Test
To determine possible diagnostic peptides of lupus, we divided the average binding intensities of the 4 month MRL/lpr by the average binding intensities of the 4 month C3H/HeJ, creating a binding ratio for each peptide. This picked out antibodies favoring autoimmune mice, but to be more conservative in our selection, we selected only those peptides whose ratios were greater than the mean plus 1.5 SD of the binding intensities of the 4 month C3H/HeJ. There were 193 possible diagnostic peptides of lupus.
Possible diagnostic peptides of altered behavior in forced swim test
Brain-reactive autoantibody levels BRAA level was used to measure CNS involvement, which has been discussed previously [2, 9] . ANOVA ( Figure 2 ) revealed that there was a significant difference between the groups (F = 14, p < 0.005). Post-hoc analysis at p < 0.004 showed that the MRL/lpr had greater levels compared to the controls.
Behavioral dysfunction in the forced swim test In the forced swim test, a significant difference in float time was detected between the groups (Additional file 1: Figure S2 ) (F = 12.068, p < 0.008). Post-hoc analysis at p < 0.007 revealed increased float times for the MRL/lpr compared to the MRL/mp and C3H/HeJ, indicating CNS involvement (possibly emotional dysfunction) [1, 11] .
Group separation within MRL/LPR for forced swim test Behavioral heterogeneities have been reported within the MRL/lpr group, i.e., dissimilarity in performance depending on the test [1] . The 4 month MRL/lpr had varying anti-DNA and BRAA levels and diverse binding patterns. Because of these differences, we may be able to identify peptides bound by autoantibodies that may be diagnostic of certain neuropsychiatric manifestations.
To test this, we first grouped the mice according to their behavior in the forced swim test and then looked for differences in peptide binding. MRL/lpr #2, #3 and #4 were grouped as high floaters and MRL/lpr #1 and #5 were low floaters ( Figure 3 ). There was an overall significant difference between the groups (F = 9.2, p < 0.008) and post-hoc analysis at p < 0.010 revealed statistically significant differences between the MRL/lpr high floaters compared to the low floaters, MRL/mp and C3H/HeJ. There were no significant differences between the MRL/ lpr low floaters and the MRL/mp and C3H/HeJ.
The MRL/lpr were also regrouped based on their anti-DNA autoantibody levels (Additional file 2: Figure S3 ). The breakdown was similar to the forced swim test ( Figure 3 ). There was a significant difference between the groups (F = 91.176, p < 0.001) and post-hoc analysis at p < 0.004 revealed significant differences between the 4 month MRL/lpr with greater anti-DNA antibody levels compared to the MRL/lpr with lower anti-DNA autoantibody levels, the MRL/mp and C3H/HeJ. Significant differences were detected between the MRL/lpr with lower anti-DNA autoantibody levels and the MRL/mp and C3H/ HeJ. This suggests that disease activity (other than BRAA) may be contributing to these behavioral manifestations.
Microarray analysis revealing possible diagnostic peptides of altered behavior in the forced swim test We ran microarray analyses based on the grouping in Figure 3 and selected peptides where the 4 month MRL/lpr high floaters had greater binding intensities than the 4 month MRL/lpr low floaters. Next, the binding intensities of these peptides were divided by their respective 4 month C3H/HeJ binding intensities. We selected only peptides with greater binding intensities than the mean plus 1.5 SD of the binding intensities of the C3H/HeJ. There were 261 possible diagnostic peptides of altered behavior in the forced swim test.
Section 2: study 2 -further identify possible diagnostic peptides of lupus and CNS-lupus
In Study 2 we could better suggest which peptides may be diagnostic of lupus and its CNS involvement by comparing the peptide sets generated in Study 1 to those generated in Study 2. Altered behavior in the forced swim test assessed CNS involvement.
Identifying possible diagnostic peptides of lupus
Disease activity ANOVA of the quantified anti-DNA autoantibody levels for the 9-10 MRL/lpr and MRL/mp revealed that there was a significant difference between the groups (F = 44.067, p < 0.001). LSD post-hoc analysis at p < 0.001 showed that the 4 month MRL/lpr had significantly greater anti-DNA autoantibody levels compared to the 1.5 and 4 month MRL/mp and 1.5 month MRL/lpr (Figure 4) , signifying disease activity [29] .
Microarray analysis identifying possible diagnostic peptides of lupus The same type of analysis performed in section 1b of Study 1was repeated here using the 4 month MRL/lpr and the 4 month C3H/HeJ from Study 1. There were 172 possible diagnostic peptides detected in Study 2. When comparing the 193 peptides from Study 1 to the 172 peptides from Study 2, 58 were in common. Since these 58 peptides were reoccurring, this suggests that these 58 peptides may be effective at diagnosing lupus (Table 1) .
Identifying possible diagnostic peptides of altered behavior in the forced swim test
Brain-reactive autoantibody levels ANOVA revealed that there was a significant difference in BRAA levels between the groups (F = 9.746, p < 0.001) and LSD post-hoc analysis at p < 0.001 showed that the 4 month MRL/lpr had greater BRAA levels compared to the 1.5 and 4 month MRL/mp and 1.5 month MRL/lpr ( Figure 5 ).
Behavior testing In the forced swim test, there was a significant difference between the groups (F = 11.057, p < 0.001) and post-hoc analysis at p < 0.05 revealed that the 4 month MRL/lpr floated significantly more than the 1.5 and 4 month MRL/mp and 1.5 month MRL/lpr (Additional file 3: Figure S4 ). This indicated that the 4 month MRL/lpr were displaying altered behavior.
Group separation within MRL/lpr based on the forced swim test Of the nine mice in the 4 month MRL/lpr group, numbers 5, 6, and 7 were grouped as low floaters and the others were classed as high floaters. There was an overall significant difference between the groups (F = 30.253, p < 0.001) and post-hoc analysis at p < 0.001 revealed that the 4 month MRL/lpr high floaters floated significantly more than all the other groups ( Figure 6 ).
Microarray analysis validating diagnostic peptides of altered behavior in forced swim test Similar analysis performed in section 2d of Study 1 was carried out here and 190 possible diagnostic peptides of altered behavior in the forced swim test were detected. A comparison of both peptide sets uncovered 39 in common suggesting that these 39 peptides are likely diagnostic peptides of altered behavior in the forced swim test ( Table 2) . Peptides were selected only if their ratios were greater than the mean plus 0.25 SD of the binding intensities of the C3H/HeJ. From this, 143 possible predictive peptides of lupus were identified. In Study 2, we did this same type of analysis using the 1.5 month MRL/lpr but chose peptides where their ratios were greater than the mean plus 1.5 SD of the binding intensities of the C3H/HeJ. In Study 2, 518 possible predictive peptides of lupus were identified. The cut off value was lower for the 4 month MRL/mp in Study 1 because they would develop overt signs of lupus-like disease at a much later time point than the MRL/lpr (develop symptoms shortly after 2 months). When comparing the 143 possible predictive peptides of lupus from Study 1 to the 518 possible predictive peptides from Study 2, 18 peptides were in common and so these 18 peptides were identified as likely predictors of lupus (Table 3 ).
Section 4: identifying possible predictive peptides for altered behavior in the forced swim test The 1.5 month MRL/lpr from Study 2 were split into two groups identical to the grouping in Figure 6 for the 4 month MRL/lpr and the forced swim test. The logic here is that we know the future performance of these 1.5 month mice at 4 months and so can use them to detect possible predictive peptides of this altered behavior. We averaged the binding intensities for the 1.5 month MRL/lpr in the 2 groups and chose peptides where the binding intensities for the 1.5 month MRL/lpr high floaters were greater than the 1.5 month MRL/lpr low floaters. Then the binding intensities of these peptides were divided by their respective binding from the 4 month C3H/HeJ. We selected only those peptides where their ratios were greater than the mean plus 2.5 SD of the 4 month C3H/HeJ in order to be more conservative in our choice. From this analysis we selected 96 possible predictive peptides of altered behavior in the forced swim test (results not shown due to large number of peptides). For each of the two-way tests noted above (case vs. control), we performed a leave-one-out cross-validation of the peptide array data using the selected 'diagnostic' peptides. We used Support Vector Machines as the classifier (using both SVM in GeneSpring 7.3.1 and in R using the e1071 package). In no case did the crossvalidation report >3% error in classification. Using the sequences from each of the different peptide sets and the Guitope program we suggested possible matches to natural mouse proteins in Table 4 .
Section 6: characterizing five created monoclonal brain-reactive autoantibodies
To suggest a possible use of random-sequence peptide microarrays to help identify targets of BRAA, we characterized five potentially "pathogenic" monoclonal BRAA that were created from MRL/lpr #2. These BRAA (labeled F9, G10, G4, D1 and D9) had S-Values above 0.1 OD on the BRAA ELISA (Figure 7) . MRL/lpr #2 displayed high float time in the forced swim test ( Figure 6 ), high levels of serum BRAA (Figure 7) and intense fluorescence throughout the brain ( Figure 8A ), including the cortex ( Figure 8B and 8E), amygdala ( Figure 8C and 8F) and hippocampus ( Figure 8D ). In the Western blotting results, which will be discussed below, it should be noted that the bands detected using the serum from MRL/lpr #2 were of similar molecular weight to some of the bands detected using the different monoclonal BRAA created from this mouse (Figure 9 ).
Using our microarray technology (Guitope program and peptide sequences) and Western blotting results, we attempted to determine the mostly likely protein target for the BRAA. In Table 5 , we listed six possible protein matches for each of the monoclonals (proteins of interest have been highlighted and some will be discussed). Starting with D9, the approximate molecular weight of its target was 54 kDa and binding was seen all over the brain (Figure 10A) , including the hippocampus ( Figure 10B ), cortex ( Figure 10C ) and amygdala ( Figure 10D ). The yellowish/orange color was from propidium iodide staining while the green fluorescence is from the specific antibody. One suggested target was the D (1B) dopamine receptor (DRD5) with a molecular We also detected a second band at~39 kDa using the supernatant from D9 (Figure 9 ). Other researchers have detected a band at~40 kDa when using anti-D (1B) dopamine receptor antibody, so this receptor may be the protein that we are detecting (Centonze et al., [31] ). These two bands could be the same two proteins detected with MRL/lpr #2 at approximately 54 kDa and 37 kDa. Using D1, we detected two bands at 55 kDa and 95 kDa (Figure 9 ). We observed low levels of binding all over the brain, but greater binding was seen in the caudoputamen and amygdala ( Figure 11A ). One possible natural protein match could be the gamma-aminobutyric acid receptor subunit rho-1 (GABRR1). GABRR1 has a molecular weight of~56 kDa (The UniProt Consortium, P24046). The 95 kDa band that was detected could be some kind of modification to the protein or a dimer between this protein and another Gamma-aminobutyric acid receptor subunit. On the antibody data sheet for GABRR1 antibody, two bands were detected at 55 kDa and >90 kDa (ProSci Incorporated, USA). Again, these two bands could be detecting the same two proteins observed in the Western blotting results of MRL/lpr #2 at approximately 97 kDa and 54 kDa. For G10, we detected one band at~69 kDa ( Figure 9 ) and saw low levels of binding all over the brain, but greater binding was observed in the caudoputamen ( Figure 11B ) and amygdala ( Figure 11C ). This band could possibly be the leucine-rich repeat-containing protein 4C. With BRAA G4, a band at~69 kDa was seen ( Figure 9 ) and we saw binding in cortex ( Figure 11D ) and the amygdala ( Figure 11E ) and lower levels of binding all over the brain. This protein could possibly be GRB2associated-binding protein 2. Even though the targets of G4 and G10 have the same apparent molecular weight, based on the natural protein matches, their identity may be different. With the serum of MRL/lpr #2, a band at~71 kDa was detected. This could be the same protein detected by either G10 or G4. The only way to be sure is to isolate the proteins and perform mass spectrometry. Lastly, for F9, a band at~158 kDa was detected ( Figure 9 ) and identified using the microarray as possibly being synaptojanin-2. We saw low levels of binding all over the brain, but greater binding was seen in the cortex for F9 ( Figure 11F ). No non-specific binding was observed on the secondary only or autofluorescence controls, (Additional file 5: Figure S5A -H).
Discussion
Our goal was to characterize antibodies in three categories: 1) Diagnostic, 2) Predictive, and 3) Pathogenic. Diagnostic (auto)antibodies may be reliably used for diagnosing a specific disease. Predictive (auto)antibodies can predict the future onset of that disease long before it occurs. Finally, pathogenic (auto)antibodies are responsible for pathogenic mechanisms in the disease causing symptomatology. There is probably a good overlap between these 3 categories, but they can also be different. Thus, diagnostic antibodies need not be predictive (although they can be), and vice versa. Likewise, pathogenic antibodies need not be predictive, although they will almost certainly be diagnostic.
Our first and second goals were to create a detection kit that could diagnose and predict lupus and specific CNS manifestations, using a unique high-throughput microarray technology. This technology has been used in other studies to determine binding patterns specific to that disease, such as Alzheimer's [16] , and we expect that for each disease there will be a different binding pattern that could allow us to distinguish one illness from another ( [32, 33] and unpublished data). In the future, it would be good to test our microarray technology on other autoimmune diseases to ensure that our tests can distinguish one autoimmune disease from another. Because of the various CNS manifestations and the idea that certain autoantibodies are partly responsible for each manifestation, differences in binding patterns may allow us to distinguish between them in lupus patients.
To begin, we ran the same protocols in two different studies because the first study identified possible diagnostic peptides of lupus and its CNS manifestations and the second study further suggested which peptides may indeed be diagnostic. At the end of Study 2, we identified 58 potential diagnostic peptides of lupus. Of more interest was trying to identify possible diagnostic peptides for specific CNS manifestations. Most MRL/lpr mice will eventually develop lupus, but CNS manifestations differ from one mouse to another [1] . Looking specifically at the forced swim test, we identified 39 possible diagnostic peptides of this altered behavior.
Since we were interested in predicting lupus, in Study 1, we compared the 4 month MRL/mp to the C3H/HeJ since we made the assumption that the MRL/mp would not start developing lupus until 9-12 months of age and therefore at 4 month of age should be pre-symptomatic but having low levels of autoantibodies that are predictive. We assumed that this was also the case for the 1.5 month MRL/lpr used in Study 2 since they would not develop any symptoms until after 2 months of age. Comparison of both studies identified 18 potential predictive peptides of lupus. For the forced swim test, we identified 96 possible predictive peptides of this altered behavior. To further narrow down the true number of predictive peptides, we would need to run another study and administer a comparison of the peptide sets. All these diagnostic and predictive peptide sets only give us indications of which peptides might in fact be diagnostic and predictive, but further studies must be done to support these statements. We would need to run additional test groups to validate our findings. In addition, these studies and techniques give us useful methods and directions to pursue such supportive studies.
When selecting the peptides, we chose only the peptides that were the highest binders; however, it would be interesting in future studies to look at what the lower binding peptides might be telling us. Also, for example, when we selected peptides that may be diagnostic of altered behavior in the forced swim test, we only selected the 39 overlapping peptides between Studies 1 and 2 since diagnostic peptides should reappear from one study to another, however, the non-overlapping peptides were also high binders and therefore are still of interest to us because some of the autoantibodies that are binding these peptides may be diagnostic of another CNS manifestation that we did not investigate. Due to current inaccurate means of diagnosing lupus and no methods to predict lupus, this microarray technology could help provide proper treatments, improve patient care and add needed therapies. We tested this technology in our mouse model first because this allowed us to not only look at lupus but, of more interest, determine if our technology could distinuguish one CNS manifestation from another. Plus, we wanted to be able to use these techniques in future studies to verify pathogenic BRAA, by injecting the appropriate BRAA into mice (which could not be done in human studies). Another benefit of doing this study in mice first was that we could obtain significant results with fewer samples as in the case of Study 1. A limited set of mice were used in the first study, but a larger number were used in the second study. The purpose of the first study was simply to identify some potential diagnostic peptides, so a large number of mice were not needed. In addition, the statistics were performed on measures that we were very certain would show differences (based on many previous reports in the literature [34, 35] , including our own [2] ) and, in fact, they did. The behavioral test and immunological assessments confirmed that the mice we were using were indeed developing murine lupus as expected. Also, with the mice, we could identify which will develop lupus and CNS manifestations, whereas in human studies this would be difficult and we would need a tremendously larger study to get the same information.
Finally, we have shown in previous studies [36] that human sera can react with murine brain antigen. Thus, we might use murine brain antigens as a diagnostic tool for human CNS-lupus. We found that our microarrays could identify antibody reactivity that demonstrated predictability of specific CNS manifestation in our mouse model. It therefore seems likely that human lupus and its CNS manifestations would also demonstrate a similar trend, although we predict different peptides would be found. Larger trials using human sera samples may determine whether this is true. Expanded human trials would allow us to determine how much personal variability or environmental influences exist in the lupus signature. Mice studies are constrained to clonal animals in identical environments with identical histories. Humans impose much more natural immunological variability. Immunosignaturing has identified both predictive and diagnostic peptides of autoimmune diseases such as diabetes [37] , and therefore should be applicable to lupus.
Our third goal was to use the peptide sequences and the Guitope computer analysis program to determine possible natural protein matches, particularly for characterizing the brain antigens which might be mediating CNS manifestations [28] . When looking at the possible diagnostic peptides of lupus, some matches were very interesting since autoantibodies to some of these proteins have been detected in lupus patients [38] . Autoantibodies to the 60S ribosomal protein L12, which is important in protein synthesis, has been detected in 3-28% of lupus patients [38] . Even though this protein is not the 60S ribosomal subunit we detected, it is possible that autoantibodies to our 60S ribosomal protein L22-like 1 can be affecting protein synthesis. Autoantibodies to 40S ribosomal protein S10, which is also important in protein synthesis, have been detected in 11-40% of lupus patients [38] . The histone H3-like centromeric protein A, is like the H3 nucleosome which is important for packaging the DNA in the cell, and autoantibodies to this protein have been detected in 50-90% of lupus patients [38, 39] . These anti-histones antibodies are thought to play a role in lupus nephritis, which is one of the manifestations of lupus [38] . The exact mechanism that is occurring and how these autoantibodies are altering body function is not known, but these results help to suggest that these proteins are being affected during disease activity. When looking at the possible predictive peptides of lupus proteins of interest include C1q tumor necrosis factor-related protein 6 and alpha-actinin-2. The collagenlike region of C1q protein is believed to play a role in lupus nephritis and autoantibodies to this protein occur in about 30-50% of lupus patients [38] . Anti-alpha-actinin-2 antibodies have been detected in patients with lupus nephritis [40] . It was interesting that these researchers detected anti-alpha-actinin-2 antibodies even before lupus nephritis was present. Autoantibodies to histone H3-like centromeric protein A and 60S ribosomal protein L22 were in common with the diagnostic peptides of lupus, so these autoantibodies may be present early on as biomarkers and remain throughout the disease process. The metabotropic glutamate receptor 4 was one of the possible natural protein matches for the potential diagnostic peptides of CNS manifestations (altered behavior in the forced swim test). Since researchers found that using an agonist to this receptor helped to decrease the float time in the forced swim test, this glutamate receptor may play a role as an anti-depressant in CNS-SLE [41] .
To further identify potentially affected protein in CNS-SLE we used MRL/lpr #2 from Study 2 to create five monoclonal BRAA. Their possible protein matches are listed in Table 4 and contain some interesting molecules. For example, one possible target for D9 was the D (1B) dopamine receptor, which is expressed in the limbic system and plays a role in neurotransmission; therefore any dysregulation of this receptor would likely result in some neurological deficit, such as affecting memory [42, 43] . Other interesting matches include the gammaaminobutyric acid receptor subunit rho-1, which may play a role in synaptic plasticity in the amygdala (an area of the brain important in emotional dysfunction) [44] ; the leucine-rich repeat-containing protein 4C (MAb G10), also known as Netrin-G1 ligand (NGL-1) [45] , which may be associated with schizophrenia, and schizophreniform-like behavior is seen in CNS-SLE; the GRB2-associated-binding protein 2 (MAb G4) may be involved in susceptibility to Alzheimer disease [46] ; and synaptojanin-2 (MAb F9), which is important in the secretion of vesicles in the synapse and any disruption would affect normal brain functioning [47] .
Future experiments, including the use of affinity chromatography where the monoclonal BRAA would be immobilized to a column and then used to isolate its corresponding antigen from mouse brain homogenate, should be employed. One could then identify the antigen using mass spectrometry. These interesting experiments are beyond the scope of the current study, however, we have shown that our microarray technology allows for further characterization of monoclonal BRAA. As a strong test of the autoantibody hypothesis, confirming the role of BRAA in CNS-SLE and the pathogenicity of specific BRAA, it would be necessary to inject these monoclonal BRAA in control mice and see if we can replicate the behavioral dysfunctions. BRAA are not the only mechanism for triggering CNS involvement in SLE. As seen in Study1, when we split the 4 month MRL/lpr into two groups based on their anti-DNA autoantibody levels, it was noted that this breakdown was the same as for the forced swim test grouping. This suggests factors other than BRAA contribute to the behavioral manifestations in the forced swim test. However, higher anti-DNA autoantibody levels cannot distinguish between several autoimmune diseases so the hope is that the identified diagnostic and prognostic peptides will be more specific to SLE, and more importantly, the different CNS manifestations [48] . Of course, this will need to be verified in future translational studies. A further indication that anti-DNA autoantibody levels is not the best diagnostic marker was seen in our sucrose preference test since the regrouping of the 4 M MRL/lpr into low and high consumers were not the same as the regrouping for the forced swim test or the anti-DNA autoantibody levels (data not included due to inconsistencies across the two studies).
Genetics is a contributing factor to the development of autoimmune diseases such as SLE [49, 50] . The major histocompatibility complex in humans (HLA), TNFα, TNFβ, deficiency of complement components and IL10 are just a few examples of genes associated with SLE [49, 51] . Alterations in these genes can influence disease onset and progression. The involvement of genetics on the development of lupus-like disease in a mouse model,
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MBN2, revealed two loci on different chromosomes that suppressed the autoimmune phenotype in male mice [23] . Therefore the influence of such genetic elements on the production of autoantibodies that promoted the different banding patterns discovered using our microarrays need additional investigation. These studies would create further understanding into the mechanisms promoting the pathogenesis of SLE. One very important asset of using our chip in predicting and diagnosing lupus and its CNS manifestations is its affordability, since this chip is created to be used for any disease. There will be no need to develop a specialized chip just to detect lupus.
